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IN THE CLAIMS 

1-13 (canceled) 

14. (currently amended) A method for idontifying and validating the effect of a candidate 
gene that is expressed in a mammalian neural cell of interest an aot i vo doublo stranded RNA 
(dsRNA) which attenuat e s a dosir e d gono express i on i n a co ll, said method comprising: 

(a) producing a candidate dsRNA which comprises at least a port i on 100 nucleotides of a 
said candidate gene that i s expressed i n a contro l coll ; 

(b) introducing the sajd candidate dsRNA into a reference mammalian neural cell; and 

(c) identify i ng whothor tho oand i dato doRNA io an act i vo dsRNA validating the effect of said 
candidate oene by detecting an alteration in a cellular activity or a cellular state in sajd the reference 
mammalian neural cell, wherein said alteration is the result of specific attenuation of mRNA 
corresponding to said c andidate in said reference mammalian neural cell, indicating that said the 
candidate gene plays a functional role in tho roforonco coll and is an act i vo dsRNA mammalian 
neural cells. 

15. (currently amended) The method of claim 14, wherein said step of producing the 
candidate dsRNA comprises: (i) 

producing a cDNA corresponding to said candidate aene from an mRNA of the control coll 
such that tho cDNA comprisos at l oast a port i on of tho gono that i s oxproosod i n tho contro l oo ll said 
mammalian neural cell of interest: and (^producing the candidate dsRNA from at loast ono of tho 
said cDNA of said stop (i) . 

16. (canceled) 

17. (currently amended) The method according to Claim 15. further comprising: 

A mothod for corre l at i ng gonoo and gono funct i on, sa i d mothod compris i ng: (a) producing a 
plurality of candidate dsRNAs from a p l ura li ty of cDNAs from said mammalian neural cell of interest 
Of a contro l co ll such that nnnh nnnri i rintn Hr . PM/V rnmpr i mr ^ | rn r,f n portion 0 f 3 gonc that ic 
oxprossod in tho control co l l; (b) 

producing a plural ity of candidate dsRNA which comprise at least 100 nucleotides of said 
candidate cDNAs: 
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introducing each of the candidate dsRNA into a plurality of separate reference mammalian 
neural cells eaeh having a gene expression similar to said mammalian neural cell of interest the 
contro l co ll i n st e p (a) ; 

and-(e) id e ntifying which candidat e dsRNA i s an act i v e dsRNA by d e tect i ng an alt e ration i n a 
c e l l u l ar act i v i ty or a c ell u l ar state i n th e r e f e r e nc e co ll , d e sir e d a l toration i nd i cating that th e gone 
corr e sponding to the cand i dat e dsRNA p l ays a functiona l ro l o i n tho roforonco co ll v alidating the 
effect of said candidate genes by testing for alterations in a cellular activity or a cellular state in said 
reference mammalian neural cell that result of attenuation of mRNA corresponding to said candidate 
in said reference mammalian neural cell, wherein detection of said alterations is indicative that said 
candidate gene plays a functional role in said mammalian neural cells of interest 

18. (canceled) 

19. (currently amended) The method of claim 48 17, wherein said step of producing a 
plurality of candidate cDNAs comprises: {*) 

isolat i ng at loast ono mRNA from tho co ll ; ( ii ) producing a double-stranded cDNA from the 
i so l at e d mRNA by reverse transcription; {iii) 

producing cDNAs of a similar length by digesting said cDNA of said st o p (ii) with a restriction 
enzyme; and-(iv) 

producing a plasmid or PCR fragment from sajd the cDNA of sa i d st e p ( iii ) after said 
digesting step . 

20. (currently amended) The method of claim 1 9, wherein the candidate dsRNA is produced 
by transcribing the said plasmid cDNA or PCR fragment of sa i d stop (iv) . 

21. (canceled) 

22. (original) The method of claim 19, wherein the restriction enzyme is selected from the 
group consisting of Dpn1 and Rsa1. 

23. (currently amended) The method of claim 1 7, wherein said step of producing the plurality 
of candidate dsRNAs comprises^A)-selecting a candidate cDNA gen e , whore i n th e cand i dato gono 
i s a gono that i s oxprossod i n a tost co l l and/or a control coll, and/or that is expressed at a 
detectably different level with respect to the said reference mammalian neural cell and said 
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mammalian neural cell of interest t e st ce l l and th e control co ll, and said reference mammalian neural 
cell and said mammalian neural cell of interest the t e st c ell and control coll differ with respect to a 
cellular characteristic that is detectable by said step of testing for alterations in a cellular activity or a 
cellular state ; and (B) produc i ng th e plural i ty of candidat e dsRNAr . i whnrn i n nnnh nnri i rHtn dsRNA 
i s substant i al l y i dont i cal to at l oast a part of th e cand i dat e g e no . 

24. (currently amended) The method of claim 23, wherein the candidate cDNA gene is 
selected from a normalized library prepared from said reference mammalian neural cells or said 
mammalian neural cell of interest cells of tho samo typo as tho tost col l or tho contro l co ll and is 
present in low abundance in the normalized library. 

25. (currently amended) The method of claim 23, wherein the candidate cDNA gene is a 
differentially expressed cDNA gene selected from a subtracted library that is enriched for cDNAs 
genes that are differentially expressed with respect to said reference mammalian neural cells or said 
mammalian neural cell of interest th e t e st ce ll and tho control co ll 

26. (canceled) 

27. (currently amended) The method of claim 23, wherein said step of selecting the 
candidate cDNA gene comprises:^*) 

preparing-(A)-a tester-normalized cDNA library which i s a normo l izod li brary proparod from 
test cells; (8) a driver-normalized cDNA library wh i ch i s a normal i zed li brary proparod from control 
cells; (G) a tester-subtracted cDNA library which is enriched in one or more genes that are up- 
regulated with respect to the test cell and the control cell, and (D) a driver-subtracted cDNA library 
which is enriched in one or more genes that are down-regulated with respect to the test cell and the 
control cell; and {«) 

i d e ntify i ng ono or moro c l ones selecting a cDNA from the normalized libraries and/or tho 
subtracted li brarios, wheroin tho candidate gono i s ono of tho clonoc i dent i fied by {A) contacting 
clon e s cDNAs from the tester-normalized cDNA library with labeled probes derived from mRNA from 
test cells and contacting c l on e s cDNAs from the driver-normalized cDNA library with labeled probes 
derived from mRNA from control cells under conditions whereby probes specifically hybridize with 
complementary c l onos cDNAs to form a first set of hybridization complexes; and {B)-detecting at 
least one hybridization complex from the first set of hybridization complexes to identify a clono from 
on e of tho normalized li brar i os which cDNA that is present in low abundance. 
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28. (canceled) 

29. (currently amended) Th e method of claim 27, whoro i n sa i d stop of id e ntifying one or 
mor e clon e s The method of claim 23, wherein said step of selecting the candidate cDNA comprises: 

preparing a tester-normalized cDNA library from test cells: a driver-normalized cDNA library 

from control cells: a tester-subtracted cDNA library which is enriched in one or more genes that are 
up-regulated with respect to the test cell and the control cell, and a driver-subtracted cDNA library 
which is en riched in one or more genes that are down-reaulated with respect to the test cell and the 
control cell: and 

selecting a cDNA from the subtracted libraries comprioos: (A) by contacting etenes cDNAs 
from the tester-subtracted cDNA library and contacting clon e s cDNAs from the driver-subtracted 
cDNA library with a population of labeled probes under conditions whereby probes from the 
population of probes specifically hybridize with complementary clones cDNAs to form a second set 
of hybridization complexes, and wherein the population of labeled probes is derived from mRNA 
from test cells and control cells; and (8) detecting at least one hybridization complex from the 
second set of hybridization complexes to identify a etene cDNA from ono of tho subtracted l ibrar i oc 
which that is differentially expressed above a threshold level with respect to the subtracted libraries. 

30. (currently amended) The method of claim 23, wherein the cellular characteristic is cell 
health, the test cell is a diseased neural cell and the control cell is a healthy neural cell, and the 
candidate gene is pot e nt i a l ly corr el ated suspected of correlation with a disease. 

31 . (original) The method of claim 30, wherein the test cell is obtained from a mammal that 
has had a stroke or is at risk for stroke. 

32-33. (canceled) 

34. (currently amended) The method of claim 23, wherein the cellular characteristic is 
cellular differentiation and the candidate gene is potentia l ly corro l atod suspected of correlation with 
contro ll ing control of cellular differentiation. 

35. (currently amended) The method of claim 23, wherein the candidate gene is a* 
endogenous g e ne of tho to said mammalian neural reference cell. 
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36. (currently amended) The method of claim 23, wherein the candidate gene is present in 
tho roforonoo oo ll oo an extrachromosomal gene in said mammalian neural reference cell . 

37-42 (canceled) 

43. (currently amended) The method of claim 30 42, wherein the said mammalian neural 
reference cell is a neuroblastoma cell. 

44. (canceled) 

45. (currently amended) The method of claim 44, wherein-the said mammalian neural 
reference cell has increased sensitivity to N-methyl-D-aspartate, rbetarfi-amyloid, peroxide, oxygen- 
glucose glucoo deprivation, or combinations thereof, relative to a normal mammalian neural cell . 

46. (currently amended) The method of claim 45, wherein the detecting step comprises 
detecting a decrease in cellular sensitivity to N-methyl-D-aspartate, ^betar g-amyloid, peroxide, 
oxygen-glucose g l uoo e deprivation, or combinations thereof, relative to a normal mammalian neural 
cell. 

47. (original) The method of claim 17, wherein the detecting step comprises detecting 
modulation of ligand binding to a protein. 

48-50 (canceled) 

51. (amended) The method of claim 14 +7-, wherein the determining step comprises 
determining whether the protein encoded by the candidate gene binds to another protein to form a 
coimmunoprecipitatino complex that can bo coimmunoproo i p i tatod . 

Add the following new claims: 

52. (new) The method of claim 14, wherein the candidate dsRNA is at least 500 nucleotides 
in length. 
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53. (new) The method of claim 14, wherein the candidate dsRNA is between 500 and 1 100 
nucleotides in length. 

54. (new) The method of claim 14, wherein said mammalian neural cell of interest is a glial 

cell. 



55. (new) The method of claim 14, wherein said reference mammalian neural cell is a glial 

cell. 
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